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OxiTec™ SOD Assay Kit

(Colorimetric)

BO-SOD-250/500, 250/500 assays
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BIOMAX Ate| OxiTec™ SOD Assay Kit= Xanthone Oxidase2t WSTE 0|2
SOD9| gMe EAM5H= MSLICE Aot ot S8 Sdf WST-Formazong g5t 2% 450 nmoflAf
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Components | 250 Assays ‘ 500 Assays ‘ Storage

WST Solution 2.5 ml 5 ml

Buffer Solution 50 ml 100 ml .
Xanthine Oxidase 50 i 100 pl ac
Dilution Solution 25 mi 50 mi

* HWEOHX| 2 HE2 Ye AEet &

AEHOIAM 4°C B A| 64 ZF QHRIQILICY,

AL HE TH| U ARE

» 96-well Microplate (Clear, Flat bottom)
P Pipette & Sterile tips

P 8 or 12 Channel micropipette

» Microtube

P Colorimetric microplate reader (450 nm Filter, 37°C)
P Vortexer
» Micro centrifuge (4°C)
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WST Working solution
1 ml WST Solutionzt 19 ml Buffer Solutiong =&5t0 WST Working solutiong ZH|gIL|Ct =giet 82
S Ktchet AefollA 4°C E2F A] 332t QHESILE ARE ZIT0| =&d5to] A8%t= 20| F&L

Xanthine Oxidase
T oz Ze|7t EHolen, A8 T Spindown = Pipetting 8t =11 Z 40f ARZ3H{OF LT

Enzyme working solution
16.5 ul Xanthine Oxidase?t 2.5 ml Dilution SolutionE 22504 Enzyme working solutiong Z=H[fL|C}.
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Buffer solution, Dilution solution
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Sample pre-treatment
* IS MZ2 Freshyt AEf0[0fo} 51, -80°COIA| 122t SICIZHE 14 04 Bl MES X3t A| Zujglo| TOE  ULict

Erythocytes or Plasma

@ Heparin (10 U/ml)EE= CHE AnticoagulantS XM2|gh €@ 2~3 mIE 4°C, 600 x goilAf 10 min 7t
Centrifuge gfL|Ct.

® SupernatantZt 22|50 Plasma sampleZ AME3S Hjﬂl, s 2 PBSE ©
Pelletst SHC= PBSE E1 Pellet2 & Z0{ELICE

® 4°C, 600 x gollAl 10 min Zt CentrifugegL|Ct,

® ©~® (Washing step)2 & Al # Ht=gL|CE O = HOIRl= Pelletoil D.W. 4 mioil Suspend AlZl =
1 ml Ethanol2t 0.6 mI2| Chloroform& H&LICt

® 4 °COH|A ShakerZ 15 min Zt & 440{ FL|Ct.

® 600 x gollA 10 min 2k Centrifuge®t =, 45 (Water-ethanol phase)2 MZ2 Mircotubed| 2! =,
0.1 ml Upper phase & 0.7 ml 2] DW. 2 0.25 %2| Ethanol2 @1 & =25t Sample solution@

MEILICE PelletE2 MY B2

AtEgLct

Tissue (100 mg)

® Tissue2 PBSZ Washingstt] EHORRI= T dHS HAHSIH FHA2. O = S7|E AAHS = FAE
gLk

® 400~900 pl Sucrose buffer (0.25 M Sucrose, 10 mM Tris, 1TmM EDTA, pH 7.4)E €11, Homogenize
2rL|Ct 2HeF SonicateE 5t ASHH Ice batholl 'E12 2F 15 min ZF 60 W, 0.5 sec IntervalsZ

Homogenize

LT

® 4°C, 10,000 xgZ 60 min 2 Centrifuge ZLICt. O £ Supernatant® MZ& MicrotubeZ &7/
AssayOfl AHEgL|CY.

Cell

@ Ao TS Cell (Adherent cell : 9x106 / Leukocye : 1.2x107 cells)2 Scraper2 Z0{A E0o| E2I =,
2,000 x golAl 10 min 2t 4 °C Centrifuge ZI3f StL|Ct.

@ MBN HH =, 1 ml PBSE Resuspension ZIAgtL|C} 2,000 x goflA 10 min 2t 4 °C Centrifuge &L|Ct.
O & H Of TIligL|Ch

@ MBHS HAYLICE

® Freeze —thaw method (-20 °C /20 min -> 37 °C /10 min & & 9H=2)S 0|2st0d CellS Z4L|CH.

® 1 ml PBSE F7ILIC} (HR3IEHH Ice bathO|A Sonication & S2HIBHLICE (60 W, 0.5sec,
Interval 15 min)

® 10,000 x g 15 min Zt 4 °C Centrifuge T3l = AtZoHot F|SHL|C},
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» Sampledi| 2-Mercaptoethanol E£= Dithiothreitol(DTT)O|
NEE AN 25 MASH = HISHA7| HiZL|C
P Sampled]| otzhet 22 SEO| XEl H2 FO1E sEHOF 2 557

) =
?:II-"[T|_

g2 ELICH HXe

[

S22 St E=E Samples 944510 AFESHA|
7|
BRILICE
Detergents | Solvents

SDS 0.05% Ethanol 25%

Tween 20 0.5% DMSO 5%

NP-40 0.5% Methanol 25 %

Reducing agents | Others
Glutathione reduced form 1.25 mmol/? EDTA 2 mM
Ascorbic acid 0.1 mmol/? BSA 1% (W/V)

[=13

P Sample2| SOD Activity £ Unit@= Calculationg 2<% SOD Standard (2= 0H)E AHEStHLE SampleS

Serial dilutiondto] AFSSHA|Z| HEZfL|CE
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AY A ZEXCE WS Blanke CHESDt Z&LICH

Blank 1
At SETE LIEFALICE SOD7t e MHEIZ 2tsd 2ME|= Superoxide anion0| 28H=X| 0 E& WST-
formazan 40| 3_04 7| W20 dEEy 7t =2 227 5 &[0F gLCh

* MBlst= SampleQ] &&= Zh2 Blank 12C} OfOF BILICE SampleQ &= #l0| Blank 13} H|XSIZ L} &7 LIRE 22 Samples] &&=
£ =0{M AEBIAIZ] HFEHLICE

Blank 2

Test sample@| BackgroundE LIEFHLICE Test sample2 Dilutionstt] Al2E ZL, Dilution®l 2+2t9| Test
sample2| BlankE ZXsH{OF 2L|Ct.

Blank 3
Test sample2 M3t LIHX| SolutionE2| BackgroundE LIEFHLICE Solution=2| Background £ OFL|
t
A Tl Al Kit component 2H0|Lt 2/F 2210 ofef AEZHart F&t

.

at

o

SHoX| OIE A3 2 4 UsL

1
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Al'S] jl_l.g

@ CtYPt sE2 343 Sampleg 4
@ Blank 12} Blank 3 welldl= DW.E

I.

Sample wellZ} Blank 2 wello| 20 pi¥ Ho{ELICt.
2z

Zt2} 20 pi¥ Ho{ELC.

Blank 1 Blank 3
Blank 2 Blank 2
camploD) Sample 1 tdample® Sample 2
N v y
Several|doses

Example arrangement on a 96-well Microplate

® WST Working solutionS 2f Welloil 200 pl* Eo{FL|Ct.
® Blank 22t Blank 32| Wello{| Dilution Solution2 2zt 20 ¥ ZO{FLIC}.
® Multi-channel micropipetteE O|&3t0 Enzyme working solutionS Blank 12t Sample wellofl 2{2t 20 ul 4

22 2 ZeAEA HoELICH

* Enzyme working solutionS SXHOfA} SuperoxideZ} S0 Lalo] ZIgWe|7| Ti20f Multi-channel micropipetteS O[&3t0] WeliZt

Blank 1 Blank 2 Blank 3 Test sample
(1) (1) (1) (kD)
Sample - 20 - 20
D.W. 20 - 20 -
WST Working solution 200 200 200 200
Dilution Solution - 20 20 -
Enzyme working solution 20 - - 20
Total volume 240 240 240 240

® PlateE 37°C O|A 20~30 min &2t BLSA|ZIL|C}
* Xanthine Oxidase®| |8 BtS2E = 37 °CE FY2E7 7L} Solution 0] EE3] Warming up =X %42 L Z2=ot & L2 +

Q&LICE Blank 1 o S =7t 0.72C0F & LI FR0e BtSAZtE 521 ZEGFAIH E/LICE (0.7< Blank 1=7)
@ Microplate readerZ2 2% 450 nmojA EXEHL|CE
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2t 24

(ODpjank 1= ODpjank 3) = (ODsampie = ODpjank 2 )

x 100
(ODpjank 1= ODpjank 3)

SOD Activity (Inhibition rate %)=

SOD Activity (Unit)
- Sample®| 50 % Inhibition rate (ICso)7t LI m7IX| 843504 S| MquiS FTiL|ct.
- 1Unit = WST-19] 2t 8t8E 50% Xsish=(ICso) 20 pISl Sample Lo &RE SOD9| 5%
ofl) Blood sample Li2| Total SOD unitg Fst= 2L
AHYZD IC 20| 1/25 SIMHIENM BEE B 11U x 25 (2/MHig) = 25U
A0 A8t Sample?| VolumeO| 20 pIO|EZ 25U /20 ul =1.25 U/ul = 1,250 U/ml
otoF Blood sample &H| Al 1&X9| Stock sample2 10 BH &|AJsH0] ZH|SHCHH
21,250 U/ml x 10 = 12,500 U/ml of blood
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SOD Dilution ratio
Inhibition curve of Cu,Zn-SOD
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Related products

- BO-TAC-200 OxiTec™ Total Antioxidant Capacity Assay Kit (Colorimetric)

- BO-TBR-200 OxiTec™ TBARS Assay Kit (Colorimetric)

- BO-GLU-200 OxiTec™ Glutathione(GSH/GSSG/Total) Assay Kit (Colorimetric)

- BO-CAT-400 OxiTec™ Catalase Assay Kit (Colorimetric/Fluorometric)

- BO-PER-500 OxiTec™ Hydrogen Peroxide/peroxidase Assay Kit (Colorimetric/Fluorometric)

- BO-DPH-200/500 OxiTec™ DPPH Antioxidant Assay Kit (Colorimetric)

* QXS AI8S Pl6] RASE HE= MSDSE HZESHIAIL.

Homepage : www.biomax.com

Shopping mall : www.biomaxmall.com

E-mail : info@scgbiomax.com

Tel : 02-3296-3158 / Fax : 02-973-2858

(F) HO|RMA : AHT| 22A] Ziilast2166HE 46, 2LHEZ|S IXEHY CORE-C, 7&
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Note
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